Age-related macular degeneration (AMD) is a leading cause of irreversible blindness in the Western world. Although, the majority of stem cell research to date has focused on production of retinal pigment epithelial (RPE) and photoreceptor cells for the purpose of evaluating disease pathophysiology and cell replacement, there is strong evidence that the choroidal endothelial cells (CECs) that form the choriocapillaris vessels are the first to be lost in this disease. As such, to accurately evaluate disease pathophysiology and develop an effective treatment, production of patient-specific, stem cell-derived CECs will be required. In this study, we report for the first time a stepwise differentiation protocol suitable for generating human iPSC-derived CEC-like cells. RNA-seq analysis of the monkey CEC line, RF/ 6A, combined with two statistical screens allowed us to develop media comprised of various protein combinations. In both screens, connective tissue growth factor (CTGF) was identified as the key component required for driving CEC development. A second factor tumor necrosis factor (TNF)-related weak inducer of apoptosis receptor was also found to promote iPSC to CEC differentiation by inducing endogenous CTGF secretion. CTGF-driven iPSC-derived CEC-like cells formed capillary tube-like vascular networks, and expressed the EC-specific markers CD31, ICAM1, PLVAP, vWF, and the CEC-restricted marker CA4. In combination with RPE and photoreceptor cells, patient-specific iPSC derived CEC-like cells will enable scientists to accurately evaluate AMD pathophysiology and develop effective cell replacement therapies. STEM CELLS TRANSLATIONAL MEDICINE 2017;6:1533-1546 
. The prevalence of AMD and the need for an effective treatment increases dramatically with advancing age, and is therefore expected to double as the nation's "baby boomer" population ages and medical advancements continue to result in increased life span [2] . Although AMD pathogenesis is not fully understood, several studies suggest that the vascular bed directly posterior to the retina, the choriocapillaris, degenerates early in disease. In fact, there is a strong body of evidence indicating that choroidal endothelial cells (CECs) that form these choriocapillary vessels are the first cells lost in patients with AMD [3] [4] [5] [6] [7] . Choriocapillary vessels are crucial for retinal health, because these vessels nourish the outer retinal cells and shuttle waste out of the retina. Once CECs degenerate, the choroidal vasculature no longer supports the high metabolic demands of the retinal pigment epithelium (RPE) and photoreceptor cells [3, 6, [8] [9] [10] . As a consequence, photoreceptor cells, RPE, and CECs all deteriorate in turn in advanced-stage AMD. Since photoreceptor and RPE cells are terminally differentiated, cellular replacement therapy is the most promising option for restoring vision.
To date, several protocols for generating patient-specific iPSCderived photoreceptor precursor and RPE cells have been described [11] [12] [13] . Although current AMD modeling studies using these two cell types have provided valuable insights, qualitative steps forward in our understanding of AMD pathophysiology will likely require the inclusion of studies on patient-derived CECs. To that end, we recently described a coculture based protocol that was sufficient for the generation of murine iPSC-derived CECs [14] . Unfortunately, due to the risk of cross-contamination associated with cellular coculture, this system is less than ideal for generating patient-specific iPSC-derived CECs for in vitro disease modeling and, especially, for human transplantation. Progress in translational AMD research would be accelerated by a stepwise differentiation protocol suitable for the derivation and purification of patient-specific CECs. Such an approach requires that we (a) identify factors that promote iPSC to CECs differentiation, (b) select for differentiated cells, and (c) devise a method that is current good manufacturing practice (cGMP) compatible.
To address these goals, we first used our previously published RNA-seq data, obtained from the RF/6A monkey CEC line, and two statistical screens to determine the secreted factors that drive human iPSC to CEC differentiation [15] . Next, we developed a step-wise differentiation protocol to generate human iPSC-derived CEC-like cells that were morphologically indistinguishable from native CECs. Finally, we used an antibiotic resistance selection method to generate a pure population of human iPSC-derived CEC-like cells. The successful development of this protocol provides a reliable means of generating patient-specific iPSC-derived CEClike cells that researchers may further modify into a cGMPcompatible differentiation protocol for cell-based therapies.
MATERIALS AND METHODS

Human iPSC Generation
To generate human iPSCs, our previously published protocol was used [13] . Briefly, we used the nonintegrating CytoTune-iPS 2.0 Sendai Reprogramming Kit (Thermo Fisher Scientific, Waltham, MA; Cat. No. A16517, https://www.thermofisher.com/us/en/ home.html), which is designed to drive expression of the transcription factors OCT4, SOX2, KLF4, and C-MYC, to reprogram dermal fibroblasts isolated from a 47-year-old male with normal ocular history into iPSCs [16] . After 3 weeks post-infection, iPSC colonies were manually isolated and clonally expanded on laminin 521-coated tissue culture plates (ThermoFisher Scientific, Cat. No. A29249) in E8 medium (Thermo Fisher Scientific; Cat. No. A1517001) supplemented with human 10 ng/ml bFGF (Syd Labs, Natick, MA; Cat. No.BP000030-GD4, http://www.sydlabs.com/). Clones were passaged 10 times prior to analysis. Lines determined to be pluripotent with normal karyotype were selected.
Validating iPSC Pluripotency with the TaqMan Human Pluripotent Stem Cell Scorecard
Pluripotency of human iPSCs was verified using the TaqMan Human Pluripotent Stem Cell Scorecard Panel (Thermo Fisher Scientific; Cat. No. A15870 and Cat. No. A15872). One microgram of total RNA from passage 10 human iPSCs was isolated using the RNeasy Mini Kit (Qiagen, Valencia, CA, https://www.qiagen.com/us/) and reverse-transcribed using the Superscript VILO cDNA Synthesis Kit (Thermo Fisher Scientific; Cat. No. 11754050). cDNA was added to a hPSC Scorecard Plate (Thermo Fisher Scientific; Cat. No. A15870) and amplified using the QuantStudio 6 Flex Real-Time polymerase chain reaction (PCR) System with a 384-well capability (Thermo Fisher Scientific). Finally, the gene expression data was uploaded to the web-based hPSC Scorecard Analysis Software (Thermo Fisher Scientific) for interpretation. We used this software to compare our newly generated data to reference human iPSC data sets to determine self-renewal and germ layer scores [17, 18] . We analyzed genetic expression of known markers for self-renewal (n 5 9), ectoderm (n 5 22), mesoderm (n 5 22), and endoderm (n 5 26) using a TaqMan Scorecard Assay (full list of genes in Supporting Information Table 1 ). The dependent variable was the ratio of expression values (cycle thresholds) for each gene relative to an internal control. These internal control values, supplied by the manufacturer, represent pooled expression data for each gene from several verified pluripotent cell lines [17, 18] . Fold change values between 0.5 and 2 are considered comparable to the control, while values below 0.5 or above 2 are a relative measure of downregulation or upregulation, respectively. The fold change data failed a 95% confidence interval D' Agostino-Pearson test for normality, so we transformed using a base-10 logarithm. The transformed data passed the aforementioned normality test. To determine whether a set of genes was comparable to the control, we performed a two-tailed t test at a 95% confidence interval with a null hypothesis that the mean of each group was equal to zero.
Embryoid Body Formation
We prepared single-cell suspensions of human iPSCs using 
Isolating Primary CECs
Human donor eyes were supplied by the Iowa Lions Eye Bank (Iowa City, IA) following informed consent from the families of the donors. All experiments using human donor eyes were performed according to the Declaration of Helsinki. Primary CECs were harvested from donor eyes within 8 hours of donor death. Briefly, we dissected the anterior chamber to remove the vitreous and lens from the enucleated globes. Next, we removed the neural retina, scraped away the RPE using a number 10 scalpel and collected a series of choroid/sclera samples using a 6 mm biopsy punch (Thermo Fisher Scientific; Cat. No. NC9324386). The choroid was separated from the sclera and plated scleral side down on MAXgel-coated 6-well tissue culture plates. Choroid samples were fed with basal medium and incubated at 378C with 5% CO 2 for 10 days to allow choroidal cells to grow out. Once cultures were confluent, cells were passaged using trypsin onto porous cell culture inserts for coculture experiments.
Human iPSC-Derived EB Coculture
As a proof-of-concept, coculture experiments were performed to verify that human iPSCs could differentiate into CEC-like cells as previously described for mouse iPSCs [14] . 
Reverse-Transcription PCR Analysis
Total RNA was extracted from cells using the RNeasy Mini-kit (Qiagen; Cat. No. 74104) following the manufacturer's protocol. We reverse-transcribed and amplified 100 ng of RNA with the SuperScriptIII One-Step RT-PCR System with Platinum Taq DNA Polymerase (Thermo Fisher Scientific; Cat. No. 12574-026) and 20 pmol of each gene-specific primer set (Supporting Information Table 2 ). All cycling profiles included a cDNA synthesis cycle at 558C for 20 minutes, an initial denaturation temperature of 948C for 2 minutes through 40 amplification cycles (15 seconds at 948C, 30 seconds at the annealing temperature of each primer, and 1 minute at 688C), and a final extension at 688C for 5 minutes. PCR products were separated by electrophoresis on 2% agarose gels (Thermo Fisher Scientific; Cat. No. G800802).
RNA-Seq Analysis
Because we determined that some set of secreted proteins from the RF/6A monkey CEC line can drive CEC differentiation in mouse and now in humans, this data and the search tool for the retrieval of interacting genes/proteins (STRING) biological database were used to identify proteins of interest [19] . The STRING database contains information from sources such as experimental data and public text collections and serves to highlight functional enrichments in provided protein lists. Briefly, we downloaded the expression values associated with genes expressed by RF/6A monkey CECs ( [14] ;GEO accession: GSE70806), selected the top 1,000 most highly expressed genes in the control samples, and 
Differentiation Factor Screening
Once we had identified proteins of interest, we used two statistical screening designs, Taguchi L12 and factor elimination, to efficiently determine which of these proteins drive CEC-like cell differentiation [20] . With respect to the Taguchi screen, we first generated a coded-space test design based on the Taguchi L12 array ( We used Tali values at each of the 12 conditions to calculate the mean and standard deviation of "plus" responses for each factor (i), defined as Avg 1i and SD 1i , respectively, for all test conditions that included Factor i. Similarly, we calculated the mean and standard deviation of "minus" responses, defined as Avg 2i and SD 2i , respectively, using the responses for all test conditions that did not include Factor i. For example,
Finally, we represented the statistical magnitude and direction of each factor's effect on the percentage of CA4 1 cells by the half effect (CA4 D i /2), which indicates the impact each factor had on iPSC to CEC-like cell differentiation. Likewise, we represented the magnitude and direction of each factor's effect on the standard deviation of CA4 expression by the half effect of standard deviation for each factor (SD D i /2). This value indicates the impact of each factor on the variability in CA4 expression.
For the second screening experiment, we created a test design in which each factor was excluded one at a time from media containing each of the other four factors of interest, as shown in Table 2 . This method facilitated the identification of factors that are critical for CEC-like cell differentiation. For this experiment, we generated iPSC-derived EBs, plated the EBs on MAXgel-coated 12-well tissue culture dishes, and maintained the cultures as described above for the first screening experiment. The percentage of CA4
1 CEClike cells were measured using the Tali Cytometer, as described above. Most screening methods are not intended to be analyzed using robust statistical tests. Rather, they provide relative estimates of each factor's influence on the selected dependent vari- at least nine times for each group. We removed one outlier, as verified by Dixon's Q-test, from the VEGFB group (resulting in n 5 8). The data passed a 95% confidence interval D'AgostinoPearson normality test and were thereafter assumed to be normally distributed. To assess differences between groups, we used one-way ANOVA and a Dunnett's multiple comparisons test (both at 95% confidence interval) wherein we compared each group to the positive control (all factors of interest present).
We evaluated the effect of two factors (TWEAKR and CTGF concentration) on the percentage of CA4 1 cells (dependent variable) using a full-factorial design with two levels of TWEAKR concentration (0 or 10 ng/ml) and four levels of CTGF concentration (0, 10, 25, or 50 ng/ml). We recorded nine measurements for each condition. According to a 95% confidence interval D' Agostino-Pearson normality test, the data were normally distributed. To analyze differences between groups, we used a two-way ANOVA with a Tukey's multiple comparisons test (both 95% confidence interval).
Human CTGF ELISA Assay
In order to measure the levels of endogenously secreted CTGF, we performed an enzyme-linked immunosorbent assay (ELISA) assay specific to human CTGF on human iPSCs differentiated in various media. We conducted this assay by feeding iPSC-EBs basal medium as a spontaneously differentiated control, feeding iPSCEBs basal medium supplemented with 10 ng/ml of TWEAKR, and feeding iPSC-EBs basal medium supplemented with 10 ng/ml of TWEAKR and either 1 lM or 5 lM of the TGF-b inhibitor LY2109761 (Selleck Chem, Houston, TX; Cat. No. S2704, http:// www.selleckchem.com/) for 2 weeks. We collected the media from the cells and determined the total protein levels for each medium using the DC Protein Assay (Bio-Rad, Hercules, CA; Cat. No. 5000112, http://www.bio-rad.com/). We measured levels of endogenously secreted CTGF using the CTGF (human) Omnikine ELISA kit (Assay Biotechnology Company, Inc., Sunnyvale, CA; Cat.
No. OK-0109, http://assaybiotechnology.com/). Briefly, 55 mg of total protein was mixed with assay diluent, added the mixture to the CTGF ELISA plate, and incubated the plate for 2 hours at room temperature. The solution was aspirated, the wells were washed three times, the detection antibody was added at a concentration of 0.4 lg/ml, and the CTGF ELISA plate was incubated at room temperature for 2 hours. Next, the detection antibody was removed and the wells were washed three times. Streptavidinhorseradish peroxidase (HRP) was subsequently added to each well at a 1:400 dilution and the plate was incubated at room temperature for 30 minutes. We then removed the streptavidin-HRP, washed the wells three times, added the substrate solution ( 
Generating Lentiviral CEC Selection Vector
The human carbonic anhydrase 4 (CA4) promoter, which in the posterior eye is specific to the choriocapillaris, was cloned into the pENTR5'-TOPO vector using the Gateway No. K4975-00), the pHIV-CA4-Zeocin, 2x HBS, and serum-free DMEM with 0.1% Primocin was added. Cells were incubated for 5 hours at 378C, after which the transfection solution was removed and fresh DMEM medium with 10% FBS and 0.1% Primocin was added. Cells were incubation at 378C in 5% CO 2 . The cell medium was collected every day for the next 3 days and replaced the used media with DMEM containing 10% FBS and 0.1% Primocin. On the third day, the medium was filtered through a 0.22 lm bottle-top filter to remove cell debris, and subsequently centrifuged overnight at 7,000 rpm. Next, the supernatant was removed without disrupting the viral pellet. The viral pellet was subsequently resuspended in 40 mg/ml lactose/PBS buffer, aliquoted, and stored at 2808C. 
Determining Lentivirus Titer via qPCR
Transmission Electron Microscopy
Zeocin selected CEC-like cells were fixed in one half strength Karnovsky fixative as described previously, followed by osmication [13] . Samples were subsequently dehydrated and embedded in Epon resin. Following polymerization, blocks were removed and trimmed, ultrathin sections were collected on formvar coated grids, and samples were imaged on a JEOL JEM1230 transmission electron microscope.
RESULTS
To generate iPSCs, we harvested dermal fibroblasts from a donor with a healthy ocular history and expanded the cells on laminincoated 6-well tissue culture plates. Once the cells were sufficiently confluent, the fibroblasts were transduced with nonintegrating Sendai viruses designed to drive expression of the transcription factors OCT4, SOX2, KLF4, and c-MYC. After transduction and clonal isolation, cultured patient-specific cells demonstrated morphology characteristic of iPSCs (Fig. 1A ) (e.g., large nucleus to cytoplasm ratios) and expressed the pluripotency markers SSEA-4, TRA-1-60, TRA-1-81 (as detected by immunocytochemistry, Fig.  1B-1D) , NANOG, SOX2, LIN28, and DNMT1 (as detected by rt-PCR, Fig. 1E ). Human iPSCs were subsequently analyzed using the TaqMan hPSC Scorecard Panel (Fig. 1F) , which is a rapid comprehensive gene expression real-time PCR assay comprised of 94 individual qPCR assays, including control, housekeeping, selfrenewal, and lineage-specific genes [17] . Sendai virus was not detected in the passaged iPSCs, indicating that the cells were pluripotent with no residual virus from the reprogramming process. The cells also expressed self-renewal and ectoderm genes at levels not significantly different than the pluripotent reference cells (p 5 .6572 and p 5 .2370, respectively) and did not demonstrate upregulation of mesoderm or endoderm compared to the control Songstad, Worthington, Chirco et al. To determine whether these human iPSCs would differentiate into CA4
1 CEC-like cells when cultured with human CECs, we performed a coculture experiment using primary human choroidal cells (Fig. 1G ) in a millipore insert and with human iPSC-EBs plated beneath the CECs. The differentiated cells (Fig. 1H) expressed CA4 and formed capillary tube-like structures that were morphologically indistinguishable from primary CECs (Fig. 1G) . The human iPSCs also differentiated into CEC-like cells via coculture with the RF/6A monkey CEC line (Fig. 1I) , a method that we recently reported for differentiation of mouse iPSC-derived CEC-like cells [14] . The iPSC-derived CEC-like cells from this coculture experiment also formed CA4
1 tubes similar to the tubes observed in (Fig. 1J) . The iPSCderived CEC-like cells that differentiated in both coculture experiments expressed the EC-specific markers ICAM1 and vWF, the fenestration marker PLVAP, and the CEC-specific marker CA4 (Fig. 1K ), indicating that these cells are similar to primary CECs. As the RF/ 6A cell line has been well characterized molecularly and both RF/ 6A cells and primary human CECs efficiently induced differentiation of iPSCs into CEC-like cells in our coculture experiment, RF/6A gene expression data was used to identify secreted factors that have the potential to drive CEC differentiation. For this experiment, our previously published RF/6A RNA-seq data set was used [15] . Specifically, the STRING biological database was used to identify which of the top 1,000 most highly expressed genes identified in our RNA-seq data set have been reported to play a role in angiogenesis (Table 3 ) [19] . Using the Taguchi L12 method, we fed iPSC-derived EBs with 12 different media each containing different combinations of the five proteins of interest [20] . After 2 weeks of differentiation, we measured the percentage of CA4 1 CEC-like cells ( Fig. 2A ) differentiated using each media. As shown in Figure 2B , CTGF and TWEAKR were the only factors that had a positive effect on CEClike cellular differentiation (i.e., CA4 expression). CTGF was the dominant factor, with a half effect of more than three times that of TWEAKR. CTNNB1, SHC1, and VEGFB had an overall negative effect on CEC-like cellular differentiation, with CTNNB1 and VEGFB having the smallest impact. Although VEGFB was the only factor that significantly decreased the standard deviation of CA4 expression, CTGF contributed only a relatively small amount (Fig. 2C ). This result indicates that CTGF is a reliable factor to efficiently differentiate iPSCs into CEC-like cells. By contrast, TWEAKR had a relatively high impact on the CA4 expression standard deviation. In a separate strategy, we excluded each factor one at a time from media containing all other proteins of interest to identify those factors necessary for inducing CEC-like cellular differentiation. The results of this factor elimination method, shown in Figure 2D , indicated that only removing CTGF significantly decreased CA4 expression compared to the control (p < .0001), in which we included all the factors of interest (p 5 .6378). Removing any of the other six proteins, including TWEAKR, did not significantly decrease CEClike cellular differentiation compared to the spontaneously differentiated control (p 5 .0693 for CTNNB1; p > .700 for all other factors). We also detected CTGF and TWEAKR in healthy adult human choroid obtained from a postmortem donor eye (Fig. 2E-2J , Supporting Information Figure 2 (isotype control-It is important to note that the autofluorescence seen in the RPE is caused by agerelated accumulation of lipofuscin and not due to antibody binding [8, 23, 24] , showing that low levels of both proteins are present in the choroidal vasculature.
To further understand the interaction between CTGF and TWEAKR and their roles in CEC differentiation, we varied the concentration of each of these two factors independently and excluded the remaining three factors (CTNNB1, SHC1, and VEGFB). As expected, compared to iPSC-EBs that were fed with medium containing either CTGF or TWEAKR, no iPSC-EBs differentiated into CEC-like cells when fed control medium without CTGF or TWEAKR (Fig. 3A, 3B ): Without TWEAKR, maximum CEC-like cell differentiation occurred at 25 ng/ml of CTGF, with no significant changes in CA4 expression occurring beyond this dose (p > .9999 compared between 25 ng/ml CTGF and 50 ng/ml CTGF, Fig. 3A ). Without CTGF, 10 ng/ml of TWEAKR elicited a level of CA4 expression statistically similar to that of 25 ng/ml of CTGF (p > .9999) and significantly higher than the basal medium negative control (p < .01, Fig.  3A, 3D ). By contrast, CA4 expression decreased with increasing CTGF concentration when 10 ng/ml TWEAKR was present (Fig.  3A) . For example, adding 10 ng/ml TWEAKR to medium containing 50 ng/ml CTGF resulted in CA4 expression levels similar to the control (p > .9999) and 16.8% lower than CA4 levels detected in the TWEAKR-free analog (p < .001, Fig. 3A, 3B, 3E) . While all the cells analyzed in this experiment expressed the mature EC marker CD31 (Fig. 3B-3E ), only cells fed 50 ng/ml of CTGF without TWEAKR formed CA4
1 capillary tube-like structures morphologically indistinguishable from native CECs when grown on tissue culture plates coated with human extracellular matrix (Fig. 3C ).
To better understand the mechanism by which TWEAKR drives CEC-like cellular differentiation, we fed iPSC-EBs media containing 10 ng/ml of TWEAKR alone or 10 ng/ml of TWEAKR with either 1 or 5 lM of the TGF-b inhibitor, LY2109761, which blocks the production of endogenous CTGF. The purpose of this experiment was to determine if exogenous TWEAKR added to the culture medium induces endogenous CTGF secretion. After 2 weeks in culture, we collected the media and measured the amount of endogenous CTGF using a CTGF ELISA. This quantification revealed that as expected, iPSC-EBs fed basal medium did not secrete endogenous CTGF (Fig. 3F) . This ELISA result also showed that cells fed 10 ng/ ml of TWEAKR secreted 50 times more endogenous CTGF compared to the negative control (7.36 6 0.26 vs. 0.14 6 0.45 ng/ml CTGF, p 5 .086; Fig. 3F ). By contrast, the cells fed 10 ng/ml of TWEAKR with 1 lM TGF-b inhibitor secreted 22 times as much CTGF as the control (3.19 6 0.34, p 5 .61), while those cells fed 5 mM inhibitor secreted similar levels of CTGF to the negative control (0.51 6 0.04, p > .9999; Fig. 3F ). The cells fed 10 ng/ml TWEAKR without inhibitor showed a significantly increased percentage of CA4
1 CEC-like cells compared to the negative control (p < .01; Fig. 3G ). This TWEAKR-mediated increase was offset by the presence of 5 lM inhibitor, which prevented an increase in Fig. 3G ).
Once we determined that CTGF alone was capable of inducing iPSC to CEC-like cell differentiation, further immunocytochemical analysis designed to confirm vascular identify was performed. First, expression and/or uptake of TTR, a protein that binds choriocapillaris EC with high affinity [25] and that functions by shuttling vitamin A (a critical component of the visual cycle) [26, 27] , was confirmed (Fig. 4A) . Next, we demonstrated that CA41ve CEC-like cells also express the pan endothelial cell surface marker CD31 (also known as PECAM-1) (Fig. 4B) . To demonstrate that these findings were not iPSC line dependent, an Representative images are provided showing cell morphology and CA4 expression at 0 ng/ml TWEAKR and 0 ng/ml CTGF (B), 0 ng/ml TWEAKR and 50 ng/ml CTGF (C), 10 ng/ml TWEAKR and 0 ng/ml CTGF (D), and 10 ng/ml TWEAKR and 50 ng/ml CTGF (E). (F): Concentration of endogenously secreted CTGF in culture medium from human iPSCs differentiated into CEC in medium containing 10 ng/ml of TWEAKR alone or with varying concentrations of the inhibitor LY2109761, compared to spontaneously differentiated iPSCs grown in basal medium (control), as detected using ELISA. Shown are the means at each condition, while error bars represent the standard deviation (n 5 2). (G): Percentage of CA4 1 cells in cultures of human iPSCs differentiated using 10 ng/ml of TWEAKR alone or with 5 mM inhibitor (LY2109761), compared to spontaneously differentiated iPSCs grown in basal medium (control). Shown are the means at each condition, while error bars represent the standard error of the mean (n 5 9, **, p < .01, ***, p < .001). All scale bars represent 100 lm. Abbreviations: CEC, choroidal endothelial cell; CTGF, Connective tissue growth factor; DAPI, 4 0 ,6-diamidino-2-phenylindole; TWEAKR, TNF-related weak inducer of apoptosis receptor. O c 2017 The Authors STEM CELLS TRANSLATIONAL MEDICINE published by additional iPSC line generated from a separate individual with normal ocular history was used. Following differentiation, CEClike cells expressing the CEC restricted markers CA4 and TTR could be readily identified (Fig. 4C) .
As with most pluripotent stem cell differentiation protocols, to obtain a relatively pure population of target cells suitable for downstream applications, cellular enrichment is often required. For instance, pigmented pluripotent stem cell derived RPE cells can be easily identified, manually isolated and expanded free from the surrounding heterogeneous population of stem cell progeny [11, [28] [29] [30] [31] [32] [33] . Unlike RPE cells, CEC-like cells cannot be easily identified and isolated under phase or bright field microscopy. As such, we chose to develop a lentiviral based drug selection cassette (Supporting Information Fig. 1 ) that following transduction could be used to generate stable lines of CEC-like cells. This vector was designed such that transduced cells would stably express the Zeocin resistance gene under control of the CA4 promoter. For these experiments iPSCs were transduced 5 days prior to differentiation (Fig. 4I-iv) . At 21-days post-differentiation Zeocin was added to the CEC-differentiation media and cells were cultured for an additional 7 days (Fig. 4I-vii, 4I-viii) . Compared to cultures not treated with Zeocin (Fig. 4A-4C ), cultures treated with Zeocin were enriched with CA4-expressing cells that also expressed TTR (Fig. 4D), CD31 (Fig. 4E) and CD34 (Fig. 4F) . Zeocin-treated iPSCderived CEC-like cells were morphologically similar to cultured endothelial cells, forming vascular tubes with a well-defined luminal wall and intracellular junctions (Fig. 4G, arrowhead) . Rt-PCR analysis revealed that like the monkey CEC line RF/6A and human primary CECs, in addition to CA4, Zeocin treated cultures expressed PLVAP (i.e., plasmalemma vesicle associated protein, a glycoprotein that is localized to the inner surface of the choriocapillaris in vivo and that is required for maintaining choriocapillaris fenestrae) and the endothelial cell specific markers ICAM1 and vWF (Fig. 4H) . A summary of the procedures and time line from biopsy isolation to obtaining an enriched culture of CEC-like cells for downstream applications is depicted in Figure 4I .
DISCUSSION
With the advent of the iPSC technology, it is now possible to generate any somatic cell type from patients in order to study the pathogenesis of their disease. In addition, patient-specific iPSCs are the ideal cell source for autologous immunosuppression-free cell replacement. That said, despite the described importance of CECs in diseases such as AMD and central serous retinopathy, prior to this study no differentiation protocol suitable for generating patient-specific iPSC-derived CECs existed. Our group previously published a method for producing murine CEC-like cells from iPSCs via cellular coculture [14] . Although this murine protocol relied on use of the RF/6A CEC cell line, and as such was not xeno-free, it paved the way for the stepwise human iPSC to CEC differentiation protocol reported here.
As in our previous mouse study, to confirm that we could in fact generate human iPSC-derived CEC-like cells, coculture experiments were performed. Results provide further support for the feasibility of using a coculture system to generate patient-specific cell types for which differentiation protocols do not exist. These findings also suggest the existence of some set of diffusible factors secreted by developed CECs (i.e., both RF/6A and primary human cells) that are capable of driving iPSC to CEC differentiation. To identify said factors, we began by reanalyzing our previously published RF/6A RNA-sequencing data set [15] . Using STRING analysis, we identified five proangiogenic factors known to play a role in vascular development (Table 3) . Based on the expression of these factors in CECs, we hypothesized that adding one or more of these five compounds to our standard stem cell differentiation medium would drive differentiation toward a choroidal phenotype.
The traditional full-factorial approach to simultaneously investigate all five factors would have required 32 test conditions (not including replicates), demanding exorbitant time and financial resources. Instead, the use of a screening design (e.g., Taguchi L12 design), which is typically a subset of a full-factorial design, can be used to find the few significant factors from a list of many potential compounds [20] . In other words, screening designs can be used to examine multiple factors in a highly time and costefficient manner. Accordingly, a full-factorial design is the only way to rigorously evaluate interactions among factors. Even so, a Taguchi L12 design in particular disperses (i.e., randomizes) the effects of interactions in a manner that minimizes the impact of interactions on the ability to discern significant hits. In our case, only 12 test conditions were required to determine which factors were important for CEC differentiation, resulting in a significant time and resource savings for the Taguchi L12 screen relative to the full-factorial approach.
Using the statistical methods described above, we identified CTGF and TWEAKR as the main contributors to CEC differentiation. Even so, it is important to acknowledge that the negative responses seen for the CTNNB1, SHC1, and VEGFB factors only allows us to conclude that these factors did not play a major role in iPSC differentiation into CEC-like cells. We cannot exclude the possibility that these factors are important in the choroid.
The first candidate protein identified in the Taguchi and factorial elimination screens, CTGF (also known as CCN2), is believed to act as a matricellular organizer by bridging the functional division between structural extracellular proteins and cytokines, growth factors, and proteases [34] . In other words, CTGF interacts with both the extracellular matrix and an array of cell surface proteins to translate extracellular signals into defined biological responses [34] . Given the importance of CTGF in multiple biological processes, it is not surprising that CTGF is widely expressed in embryogenesis, particularly in the heart, brachial arches, neuronal tissues, and endothelium and smooth muscle layers of major blood vessels [34] [35] [36] . CTGF can mimic angiogenesis and tube formation in vitro by promoting endothelial proliferation (angiogenesis) and recruiting CD34
1 endothelial progenitor cells to the endothelium (tube formation) [37, 38] . Researchers have also found CTGF in retinal vascular beds, indicating that CTGF may play a role in early retinal development [39] . Although previous studies show that CTGF is involved in normal retinal development, and we demonstrate here that CTGF is responsible for stem cell differentiation into CEC-like cells, there are also some indications that CTGF can be a pathological marker, namely in retinal neovascular tufts in an oxygen-induced retinopathy murine model [39] . This latter finding suggests that excessive CTGF may initiate choroidal neovascularization. One such choroidal injury could be the membrane attack complex (MAC) that accumulates in the choriocapillaris due to dysfunctional complement factor H, which may trigger excessive CTGF production and initiate choroidal neovascularization. Consistent with this possibility, MAC injury to RF/6A cells in vitro leads to a 1.9-fold increase in CTGF mRNA [15] . The second and less influential factor identified in the Taguchi L12 screen, TWEAKR, also known as fibroblast growth factor (FGF)-inducible molecule 14 (FN14), is the receptor for TNF-like weak inducer of apoptosis (TWEAK), making the two proteins a TNF superfamily ligand-receptor pair [40] . The TWEAK/TWEAKR interaction was initially described as an inducer of targeted tumor cell death [41, 42] . Additional research demonstrated that TWEAK/TWEAKR stimulate several, often conflicting cellular responses, such as angiogenesis and cell death [43] . TWEAKR is expressed in multiple cell types, including, but not limited to Songstad, Worthington, Chirco et al. [40, 41, [43] [44] [45] . TWEAKR is also reported to activate both the canonical and noncanonical NFjB pathways as well as the MAPK pathway, in which the TWEAK-TWEAKR interaction induces proinflammatory cytokines that may trigger CTGF expression. Finally, TWEAKR expression is significantly increased in injured tissues and is highly inducible by growth factors such as FGF, platelet-derived growth factor (PDGE), and VEGF, all of which are thought to be involved in choroidal development and neovascularization. Thus, it is possible that TWEAKR-which is also upregulated in complement injured RF/6A cells-may also be induced in wet AMD pathogenesis along with CTGF [46, 47] . Although there are no studies of which we are aware examining the interaction between CTGF and TWEAKR, understanding their relationship may reveal valuable insight into choroidal development and AMD pathogenesis.
While both CTGF and TWEAKR were identified in our Taguchi L12 screen, removal of TWEAKR from cell culture media had no effect on the percentage of CEC-like cells generated in the factorial elimination experiment, suggesting that CTGF was the major factor responsible for the CEC-like cell differentiation. Even so, the relatively high variability of TWEAKR's impact on iPSC differentiation into CEClike cells seen in the Taguchi L12 screen suggests that TWEAKR may enhance this CEC differentiation, most likely by interacting with some or all of the other factors of interest. To further investigate how CTGF and, perhaps, TWEAKR interact to generate CEC-like cells, we added both CTGF and TWEAKR to differentiation media with varying concentrations of CTGF (Fig. 3) . Because the TWEAK-TWEAKR complex is cytotoxic at 100 ng/ml, we maintained TWEAKR at a constant concentration of 10 ng/ml [48] . This experiment revealed that although CTGF and TWEAKR appear to compete, each factor alone can drive iPSC to CEC-like cell differentiation. This result suggested that both factors either induce or play a key role in the CEC developmental pathway, which itself is not fully understood. Various studies show that CTGF and TWEAKR can independently activate NFjB, leading to production of pro-inflammatory factors. For instance, both CTGF and TWEAKR can cause an increase in MCP-1 and ICAM-1 expression in endothelial cells, and CTGF and TWEAKR are known to play a role inepidermal growth factor receptor (EGFR) signaling to induce NFjB-mediated inflammation [49] [50] [51] [52] . As shown in Figure 3 , TWEAKR alone can drive CEC-like cell differentiation; however, the ELISA data suggest that this TWEAKR-mediated CEC-like cell differentiation actually results from induction of endogenous CTGF secretion from the cells. This result shows that TWEAKR indirectly accomplishes the same differentiation effect that CTGF directly accomplishes alone. One explanation for this result could be that EGFR is transactivated via TWEAKR, causing NFjB-mediated inflammation, which in turn may trigger the expression and secretion of endogenous CTGF [49, 50] .
It is important to emphasize that along with CA4 expression, morphology and structure of the iPSC-derived CEC-like cells are also of critical importance for generating healthy CEC-like cells. That being said, the iPSC-derived CEC-like cells generated when using only CTGF (Fig. 3) are morphologically identical to cultured endothelial cells, unlike iPSC-derived CEC-like cells generated with only TWEAKR. This result lends further support to the argument that CTGF is the more reliable and efficient factor for CEC differentiation compared to TWEAKR.
Although CTGF effectively drove human iPSCs to differentiate into CEC-like cells in this report, there were still non-choroidal cells in the culture, making the differentiated cells a heterogeneous population. The presence of multiple cell types in the culture can raise problems for future cell replacement therapies and could complicate disease-modeling studies. To overcome this problem, iPSC-derived CEC-like cells were isolated via forced expression of an antibiotic-resistance cassette in which Zeocin resistance was driven under the control of the human choriocapillaris-specific CA4 promoter. The iPSCs transduced with this vector and differentiated with the optimal CEC differentiation medium of 50 ng/ml of CTGF were subsequently treated with Zeocin. The other cell types were gradually eliminated while the Zeocin-resistant CECs remained in the culture. The selected CEC-like cells formed tubelike structures that expressed the CEC restricted markers CA4 and TTR (Fig. 4D, 4E ) and the pan EC markers CD31 and CD34 (Fig. 4E,  4F) . The selected cells also formed capillary-like tubes (Fig. 4G ) and expressed the same markers seen in the CEC controls compared to other EC types, shown in Figure 4H , in which the iPSCderived CEC-like cells are most similar to the CEC controls compared to aortic, lung, and kidney ECs. In turn, we now can use the antibiotic resistance method described in this study to generate pure populations of iPSC-derived CEC-like cells from control donors and from AMD patients with varying risk factor genotypes to use for AMD disease-modeling experiments in vitro. Although this proof-of-concept method successfully selected CECs, a method that does not depend on antibiotic resistance may be needed in order to use patient-specific iPSC-derived CECs for cell replacement therapy clinically (i.e., positive selection cassettes, like antibiotic resistant genes, can potentially interfere with the expression of neighboring genes [53] ).
CONCLUSION
In summary, we harnessed the iPSC technology to develop a novel method to generate patient-specific choroidal endothelium like cells. The method by which we developed this differentiation protocol was unique, integrating RNA-seq and statistical screens to reveal that CTGF promotes CEC-like cellular differentiation. We also demonstrated a method to purify the human iPSC-derived CEC-like cells suitable for disease modeling, drug discovery, and pre-clinical transplantation studies. This work will greatly impact the vision research field, especially the study of AMD and other choroid-related diseases.
